Abstract: A novel short-step methodology for the synthesis in good yields of functionalized coumarins has been developed starting from an activated precursor, the N-hydroxysuccinimide ester of O-acetylsalicylic acid. The procedure is based on a tandem C-acylation-cyclization process under mild reaction conditions. The structure of 3-methoxycarbonyl-4-hydroxy coumarin has been established by X-ray diffraction analysis and its geometry was compared with optimized parameters by means of DFT calculations.
Introduction
The 4-hydroxy-3-substituted coumarin moiety ( Figure 1 ) is a common fused heterocyclic nucleus found in many natural products of medicinal importance. Several of these natural products exhibit exceptional biological and pharmacological activities such as antibiotic, antiviral, anti-HIV, anticoagulant and cytotoxicity properties [1] [2] [3] [4] [5] [6] [7] [8] . Additionally, coumarin derivatives have been used as food additives, perfumes, cosmetics, dyes and herbicides [9, 10] . Recently, Supuran et al. reported that coumarin derivatives constituted a totally new class of inhibitors of the zinc metalloenzyme carbonic anhydrase [11] . Additionally, two new series of 4-hydroxycoumarin analogues have been synthesized as inhibitors of the enzyme of human NAD(P)H quinine oxidoreductase-1 (NQO1), which is expressed in several types of tumor cells [12, 13] . A series of coumarins bearing different groups on the aromatic ring were synthesized and tested as caspase activators and apoptosis inducers [14] , showing that these compounds can be used to induce cell death in a variety of conditions in which uncontrolled growth and spread of abnormal cells occurs. Moreover, coumarin dyes have attracted much interest owing to their application in organic light-emitting diodes (OLEDs). As a result of showing a wide range of size, shape and hydrophobicity, coumarins are used as sensitive fluorescent probes of systems including homogeneous solvents and mixtures and heterogeneous materials [15] . In addition, they form host-guest inclusion complexes with cage-like molecules such as cyclodextrins [16] and cucurbiturils [17] .
The interest in the biological activity of 4-hydroxycoumarins continues nowadays, with warfarin and acenocoumarol being two of these derivatives which have been marketed as drugs [18, 19] . Warfarin has been the mainstay of anticoagulation therapy worldwide for over 20 years, therefore a series of similar derivatives have been synthesized and tested as anticoagulant agents [20, 21] . Acenocoumarol acts in the same way, therefore several 4-hydroxy coumarin derivatives have been synthesized and their pharmacological activity was tested [22] [23] [24] [25] [26] .
A number of 4-hydroxy coumarins have been isolated from Ferula sp. The first ones were the toxic 3-fernesyl coumarin [27] and ferulenol [28] from Ferula communis. Many ferulenol derivatives followed [29] [30] [31] [32] [33] and the most recent ones are ε-hydroxy ferulenol (I) and ferulenoxyferulenol (II) (Figure 2 ). On the other hand, a number of sesquiterpenecoumarins have been isolated from Ferulla pallid [34] . Two new compounds ( Figure 3 ) were isolated and their biosynthetic pathway was studied [35] . The synthesis of many compounds containing the 4-hydroxycoumarin nucleus showing antibacterial, insecticidal and activity against helminths has been reported [36] . A review article has been presented concerning the anti-HIV1 protease inhibition of a number of 4-hydroxycoumarins concluding that this inhibition is strongly dependent to the group attached at position 3 of the coumarin nucleus [37] . Coumarins and coumarin analogues have attracted the attention of many synthetic chemists since the late 1800s. Methods for their synthesis have been presented in the literature. Methodologies such as the Pechmann [38] , Suzuki [8] , Wittig [39] and Knoevenagel [40] condensation are well known. In addition, there have been reports for their synthesis using epoxides [41] [42] [43] or arylcarbamides as starting materials [44] or finally by intramolecular nucleophilic attack of β-ketoesters [45] . In this paper we used suitably functionalized salicylic acids as starting materials, as it has been reported in the literature [46, 47] .
Results and Discussion
As part of our program studying the chemistry of fused heterocyclic systems with specific functional groups [ This approach would provide an alternative general method for the synthesis of coumarins and other similar organic molecules containing the benzopyranone ring system. The proposed protocol involves the following steps: a) the deprotonation of an active methylene compound; b) the nucleophilic attack at the carbonyl of the N-hydroxysuccinimide ester; c) the in situ intramolecular cyclization of the "intermediate" precursor affording the functionalized heterocycles bearing the coumarin nucleus. The key control element of this approach is the utilization of the N-hydroxy-succinimide ester of O-acetylsalicylic acid 2. This acylating agent was synthesized by condensation of equimolar amounts of O-acetyl-protected salicylic acid 1 and N-hydroxysuccinimide (NHS) in the presence of 1.2 equiv. of dicyclohexylcarbodiimide (DCC) in anhydrous tetrahydrofuran at 0 °C. This excellent activating synthon 2 was isolated in good yields as a white solid and was used in the next step without further purification. The C-acylation protocol involved the reaction of 2 equiv. of an active methylene compound with 2 equiv. of sodium hydride in anhydrous tetrahydrofuran at 0 °C. After 1 hour of continuous stirring, 1 equiv. of the N-hydroxysuccinimide ester 2 was added and the mixture was stirred for 2 hours, at room temperature. In consequence, the solvent was removed under reduced pressure, the gummy solid was diluted with water, washed with diethyl ether and the aqueous layer was acidified with aq. solution of hydrochloric acid 10%, to give after extraction with dichloromethane, the intermediates 3a-d as oily products. Cyclization of these C-acylation compounds was affected by refluxing them with two-fold excess amount of sodium ethoxide in ethanol for 24 h or by mixing them with aq. solution of hydrochloric acid 10% in methanol for 48 h at room temperature.
Several features of the proposed methodology make it synthetically useful: the starting materials are inexpensive and stable; the yields are good; the reactions are relatively rapid and proceed at ambient temperature or under mild and easily controlled conditions. Furthermore, the methodology can be expanded to other heterocyclic systems bearing different heteroatoms or functions on the heterocyclic and/or aromatic ring.
X-ray Crystallographic Analysis
The crystal of this compound belongs to the monocyclic space group P2(1)/c. The data were collected at 150(2) K on a Bruker Apex II CCD diffractometer using MoK α radiation (λ = 0.71073 Å). The structure was solved by direct methods and refined on F 2 using all the reflections [52] . Parameters for data collection and refinement are summarized in Table 1 . 
Quantum Chemical Calculations
The structure of 3-substituted-4-hydroxy coumarin consists of a benzene ring fused with a pyrone ring. The carbonyl group is attached at C-2 position, substitution group in position 3 and hydroxyl group in position 4. Three major tautomeric forms of 3-substituted-4-hydroxy coumarin can be formed and are presented in the following scheme (Scheme 2) [53, 54] .
Various quantum chemical calculations for coumarins have been previously reported in literature [55] [56] [57] [58] [59] . In order to predict the equilibrium molecular geometries of the possible tautomers of 3-methoxycarbonyl-4-hydroxy coumarin we have used the Density Functional Theory (DFT) hybrid method with the Becke's three-parameter exchange functional and gradient-corrected functional of Lee, Yang and Parr (B3LYP) [60] [61] [62] .
Scheme 2. Tautomeric forms of 3-substituted-4-hydroxy coumarin.
The geometries were fully optimized, with tight convergence criteria (Opt = Tight) using the following standard basis set: 6-311++G(d,p), valence triple zeta plus diffuse and polarization functions of d and p type. It is generally recognized that for an accurate description of hydrogen bonds at least double zeta quality basis augmented with a set of polarization and diffuse functions set is needed. Therefore a somewhat better geometry description is expected with 6-311++G(d,p) standard basis set. All geometry optimization were followed by calculations of frequencies in order to identify obtained structures as energy minima (no imaginary frequencies). All minima for the three tautomeric forms were verified by establishing that the matrix of energy second derivatives (Hessian) has only positive eigenvalues (all vibrational frequencies real). HOMO and LUMO frontier orbitals of the molecule were also computed at the same level of theory. All calculations were carried out with the Gaussian 09W program [63] .
Computational Studies
DFT calculations have been performed for the tautomers of 3-methoxycarbonyl-4-hydroxy coumarin. Optimized molecular structures of the most stable tautomers are depicted in Figure 6 . Their calculated energies and relative energies are presented in Table 4 . The optimized structure of compound 4a which expected to be the predominant structure is shown in Figure 6 (Tautomer a) and it is close to the crystal structure given in the crystallographic analysis.
As listed in Table 2 for selected bond and angles, it was found that the B3LYP/6-311++G(d,p) optimized structure is in good agreement with the X-ray crystallographic data as listed in Table 5 . Therefore, the results using density functional theory (DFT) B3LYP/6-311++G(d,p) level is creditable. The average discrepancy of the selected bond lengths between theoretical and experimental data is less than ±0.02 Å and the average discrepancy of the selected bond angles is less than ±1.1°. The predominant tautomer a is coplanar. Major variation in geometry of different tautomeric forms are at C8-O3, C9-C10, C10-O4, C1-O1, O5-C11, C10-O5 bonds and hydrogen bonds at O1, O3 and O5 atoms (O1-H, O3-H, O5-H). The remainder of the bonds and angles in the three tautomeric forms do not change significantly. Bond distances in the three tautomers indicate a more double bond character or a more single bond character as shown in Figure 6 . According to the single-crystal structure distance shown in Table 2 predominance of tautomer a is confirmed.
Molecular orbital calculations provide a detailed description of orbitals including spatial characteristics, nodal patterns and individual atom contributions. The contour plots of the frontier orbitals for the ground state of 3-methoxycarbonyl-4-hydroxy coumarin are shown in Figure 7 including the Highest Occupied Molecular Orbital (HOMO) and the Lowest Unoccupied Molecular Orbital (LUMO). It is interesting to see that both orbitals are substantially distributed over the conjugation plane. The HOMO and LUMO orbitals resemble those obtained for unsubstituted coumarin and therefore the substitution has only a small impact in the present case [64] . 
LUMO HOMO
The orbital energy levels of HOMO, second HOMO (HOMO-1), LUMO and second LUMO (LUMO+1) of 3-methoxy-4-hydroxy coumarin were deduced using the DFT/6-311++G(d,p) method and are presented in Table 6 . It can be seen that HOMO and LUMO energies are −0.25767 eV and −0.09207 eV respectively. The energy gap between HOMO and LUMO is about 0.1656 eV. On top of our gas phase geometries we have also performed single-point C-PCM (Conductor like Polarized Continuum Model) calculations using CH 2 Cl 2 as the solvent. Results for relative energies and HOMO and LUMO orbitals are presented below in Table 7 and Figure 8 respectively. 

Experimental
General
All reagents were purchased from Aldrich, Fluka and Acros and used without further purification. Dry THF was distilled from Na/Ph 2 CO. Melting points were determined on a Gallenkamp MFB-595 melting point apparatus and are uncorrected. IR spectra were recorded on a Jasco 4200 FTIR spectrometer. NMR spectra were recorded on a Varian Gemini-2000 300 MHz spectrometer operating at 300 MHz (1H) and 75 MHz (13C). Chemical shifts δ are reported in ppm relative to DMSO-d 6 O-acetylsalcylic acid (1, 10 mmol, 1.8 g) was treated under argon with N-hydroxysuccininimide (10 mmol, 1.16 g) in anhydrous THF (11.5 mL), and a solution of DCC (12 mmol, 2.47 g) in anhydrous THF (8.5 mL) was added dropwise at 0 °C. The reaction mixture was allowed to stir at 0 °C for 2 h. The resulting suspension was refrigerated overnight at 3-5 °C. The precipitated solid (DCCU) was filtered off and the filtrate was evaporated under reduced pressure and dried in vacuo to afford the N-hydroxysuccinimide ester of the corresponding O-acetylsalicylic acid as a white solid. Yield 2.4 g, 87%, mp 80 °C (lit. mp 87-89 °C [65] 
General Procedure for the Synthesis of 3-Substituted-4-Hydroxycoumarins
Sodium hydride (60% in oil, 20 mmol, 0.8 g) was added in anhydrous THF (65 mL) at 0 °C and the resulting mixture was stirred under argon for 15 min at room temperature. The appropriate active methylene compound (ethyl benzoylacetate, diethyl malonate, dimethyl malonate, ethyl cyanoacetate (20 mmol) was then added at 0 °C, and the resulting mixture was stirred at room temperature for 1h. The N-hydroxysuccinimide ester of acetylsalicylic acid 2 (10 mmol) was added at 0 °C and the reaction mixture was stirred at r.t for 2h and then concentrated in vacuo. The obtained gum was diluted with H 2 O (10 mL) and washed with Et 2 O (10 mL). The aqueous extract was acidified with aqueous HCl (10%) in an ice-water bath to afford an oily product, which was extracted with CH 2 Cl 2 (3 × 15 mL). The combined organic layers were dried over anhydrous Na 2 SO 4 , concentrated under reduced pressure and dried in vacuo to give the oily residue, which was treated either with method A or B.
Method A: The C-acylation compound (10 mmol) was added to a solution of sodium (0.46 g, 20 mmol) in absolute ethanol and stirred at room temperature for 24 h. The solvent was evaporated in vacuo and the residue was diluted with H 2 O and washed with Et 2 O, and the aqueous layer was acidified with 10% HCl at 0 °C to afford the desired coumarins as solid products.
Method B: The C-acylation compound (10 mmol) was dissolved in MeOH (20 mL) and treated with aqueous HCl (10%, 20 mL) for 48 h at room temperature to afford a gummy solid which was extracted with CH 2 Cl 2 (3 × 15 mL). The combined organic layers were dried with Na 2 SO4, concentrated under reduced pressure and dried in vacuo to afford the desired coumarins as solid products. . Data were collected on a Bruker APEX II diffractometer. The structure was solved by direct methods and refined on F 2 using all the reflections [60] . All the non-hydrogen atoms were refined using anisotropic atomic displacement parameters and hydrogen atoms bonded to carbon were inserted at calculated positions using a riding model. The hydrogen bonded to O3 was located from difference maps and refined with thermal parameter riding on that of the carrier atom. Crystallographic data (excluding structure factors) for the structure in this paper have been deposited with the Cambridge Crystallographic Data Centre as supplementary publication no CCDC 790977.
4-Hydroxy-3-methoxycarbonylcoumarin
Conclusions
In summary, we have successfully synthesized a range of functionalized 4-hydroxycoumarins using the N-hydroxysuccinimide ester of acetylsalicylic acid as a new efficient precursor (scaffold). The structure of 3-methoxy-4-hydroxy coumarin has been determined by single-crystal X-ray diffraction and its geometry was compared with optimized parameters obtained by means of Density Functional Theory calculations at B3LYP/6-311++(d,p) level. A good agreement between theory and X-ray diffraction was found. The HOMO and LUMO levels and the lowest energy tautomer of 3-methoxy-4-hydroxy coumarin have been studied with DFT at B3LYP/6-311++G(d,p) level. Further work in the benzopyranone series and the application of N-hydroxysuccinimide methodology towards the synthesis of more complex substrates with various substituents to explore potential biological applications will be reported in due course. 
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